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1. Introduction
Thi s Suppl enental Assay Method (SAM describes a procedure for
titrating a vacci ne containing both avian encephal onyelitis (AE)
vaccine virus and avi an pox vaccine virus. The vaccine is
conposed of separate preparations of each virus that are m xed
together with a suitable stabilizer.
2. Materials

2.1 Equipnent/instrunentation

Equi val ent equi pnent or instrunmentation may be substituted
for any brand name |isted bel ow

2.1.1 Centrifuge (Beckman J-6B, JS-4.2 rotor)

2.1.2 Humdified, rotating egg incubator (M dwest
| ncubat ors, Model No. 252)

2.1.3 Vortex m xer (Thernolyne Maxi Mx I
Model No. M37615)

2.1.4 Mcroliter pipette (Rainin Pipetman, P1000, or
equi val ent)

2.1.5 Cool-lite tester (Val-A)
2.1.6 Egg candling Iight on stand (Speed King)

2.1.7 Etcher electric engraver (Vibro-graver Acne
Burgess, Inc.)

2.1.8 dass 50-m centrifuge tube, sterile (Kinmax,
Cat. No. 45166)

2.2 Reagents/supplies

Equi val ent reagents or supplies may be substituted for any
brand nanme listed below. Al reagents and supplies nust be
sterile.
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2.2.1 Cotton swabs/cotton balls
2.2.2 Serological pipettes (Falcon, Cat. No. 7530)

2.2.3 Pipette tips (Rainin O ean-Pak disposable
mcroliter pipette tips RT-200)

2.2.4 Syringe, daspak 1 cc tuberculin, frosted tip,
singl e use (Becton, D ckinson and Conpany)

2.5 Hypoderm c needle, 26 ga x % in (Becton,
cki

2.
Di cki nson and Conpany, Precisiondide needle)

2.2.6 Hypoderm c needle, 22 ga x 1% in (Becton,
Di cki nson and Conpany, Precisiondide needle)

2.2.7 d ass test tubes, 16 x 125 with nprton cl osures
2.2.8 Duco cenent
2.2.9 Chl orof orm reagent grade

2.2.10 Chick enbryos from specific-pathogen-free(SPF)
source

1. Use 5- to 6-day-old enbryos for the AE
titration.

2. Use 9- to 11-day-old enbryos for the pox
titration.

2.2.11 Solutions
1. Tryptose Phosphate Broth (TPB)

TPB 29.5 g
g.s. with distilled or deionized water 1000.0 n

Sterilize by autoclaving
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2. Penicillin/Streptonycin (pen/strep)

penicillin g 15.775 ¢
streptonycin 100.0 g
g.s. with distilled or deionized water 1000.0 n

Sterilize by filtration
3. Normal Saline

NadCl 8.5¢
g.Ss. with distilled or deionized water 1000.0 i

Sterilize by autoclaving
4. 70% al coho

et hyl al cohol 70 m
g.s. with distilled or deionized water 30 n

5. lodine, 2% in al cohol

i odi ne 2 g
et hyl al cohol (70% 100 m

2.2.12 Sterile distilled or deioni zed wat er

3. Preparation for the test
3.1 Personnel qualifications/training

The executor nust have experience or training in this
protocol. This includes know edge of aseptic biol ogical

| aboratory techni ques and preparation, proper handling and
di sposal of biological agents, reagents, tissue culture
sanpl es, and chem cals. The executor nust al so have

know edge of safe operating procedures and policies and
Quality Assurance (QA) guidelines of the Center for

Vet erinary Biol ogi cs-Laboratory (CVB-L) or equivalent; and
training in the operation of the necessary |aboratory

equi prent listed in part 2.1
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3.2 Preparation of equipnent/instrunmentation

OQperate all equiprment/instrunmentation according to

manuf acturers’ instructions, and nonitor in conpliance with
current corresponding CVB-L/National Veterinary Services
Laboratories (NVSL) Standard Operating Procedures (SOPs) or
equi val ent .

3.3 Preparation of reagents/control procedures

Prepare reference viruses in the sane manner as sanple
preparation.

3.4 Preparation of the sanple
3.4.1 AE

Rehydrate 500 doses of vaccine with 10.0 m sterile
purified water. M x thoroughly. Transfer 1.0 m of
this vaccine to a 50-m sterile glass centrifuge tube
containing 9.0 m sterile purified water. M x

t horoughly. Add 10.0 ml chloroform Mx on a Vortex
m xer for 3 separate 30-sec intervals. Centrifuge at
600 X g for 10 mn. The aqueous phase is considered
the 10° concentration of virus and contains 1 dose in
0.2 mM. Transfer 0.5 mM of the aqueous phase (upper

| ayer) to a test tube containing 4.5 m sterile
purified water. Make further tenfold dilutions through
105 using sterile purified water.

3.4.2 Pox

Rehydrate 500 doses of vaccine with 10.0 m sterile
purified water. M x thoroughly. Transfer 0.5 m of
this vaccine to a sterile test tube containing 4.5 ni
of TPB. This is considered the 10° concentration and
contains 1 dose in 0.2 m. Mke further tenfold
dilutions, transferring 0.5 m vaccine to 4.5 nm TPB,
up through 10-S.



CVB/ NVSL PYSAMD409. 01
Testing Protocol Page 7 of 8

4.

Suppl enental Assay Method for Titrating the Fractions of Conbination Avian

Encephal onyel i ti s/ Pox Vacci ne

Per f or mance of test

4.1 AE

| nocul ate dilutions 10! through 105 into the yol k sac using
10 enbryos per dilution. Inoculate 0.2 m per enbryo. Also
have 20 uni nocul ated negative controls. Incubate the
enbryos and cal culate the titer according to the criteria
specified in the Code of Federal Regulations, Title 9

(9 CFR) 113.325(c)(2)(i).

4.2 Pox

| nocul ate dilutions 102 through 10¢ onto the dropped
chorioall antoi ¢ nenbrane (CAM using at |east 6 enbryos per
dilution. Inoculate 0.2 ml per enbryo. Incubate the
enbryos and calculate the titer according to the criteria
specified in 9 CFR 113. 326.

nterpretation of the test results
5.1 Controls

Titrate a known positive reference virus with each group of
titrations. The titer of the positive reference virus nust
be within the established range for the test results to be
val i d.

5.2 Calculating the titer

Determne the log 10 EIDy titer using the nethod of Reed
and Muench. This dilution and inocul ati on procedure all ows
for a direct readout on a per-dose basis. Round to 1

deci mal

5.3 Retests
Conduct retests as required by 9 CFR 113.8(b) and

requi renments of mnimumrelease in firms current Qutline of
Production, Part V.
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5.4 Evaluation of test results

5.4.1 The 9 CFR 113.8(b) defines the criteria for a
satisfactory/unsatisfactory seri al

5.4.2 The firm s requirenents of m ni num
release/stability titers for each vaccine are listed in
the current Qutline of Production, Part V, for the
speci fic product code.

6. Report of test results

Titers are reported out as El Dy, per bird dose.

7. Ref er ences

7.1 Reed, L.J., and H Miench. 1938. A sinple nethod of
estimating 50% endpoints. Am J. Hyg. 27:493-497.

8. Changes

8.1 This docunent was rewitten to neet the current CVB-L
QA SAM format. No significant changes were nmade fromthe
previous protocol. This docunent supersedes the June 1
1984, version.



